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AB Here, we report the development and further characterisation of a novel 
PrP-specific monoclonal antibody: 2A11. By Western blot analysis, 2A11 
reacts with PrPC from a variety of species including cow, sheep, pig, 
hamster, rabbit, cat, dog, deer and mouse but fails to react with human, 
chicken and turtle PrP. Reactivity to PrPC in Western blot was found to 
be dependent on the redox state of the protein since binding of mAb 2A11 
to its epitope was more effective in reducing conditions. 2A11 binding 
site was mapped within a region comprised by residues 171-179 (six 
octarepeats bovine PrP notation; 163-171 for the ovine PrP notation) . 
Interestingly, in immunohistochemistry (IHC) analysis, immunoreactivity 
was greatly enhanced after proteinase K (PK) sample treatment, while 
little or no reaction was observed in non-PK-treated BSE samples and 
samples from healthy animals. Quantitative differences in reactivity to 
BSE prions after PK treatment were also observed, to a lesser extent, by 
Western blot analysis. Since definitive diagnosis of prion 



diseases rely on IHC assays of proteinase K-treated samples, the use of 
mAb 2A11 might contribute to reduce the occurrence of false 
positive detection due to incomplete proteinase K digestion. 
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BACKGROUND AND OBJECTIVES: The 14-3-3 test shows a high efficiency for the 
diagnosis of Creutzfeldt- Jakob disease (CJD) , as long as an appropriate 
clinical setting exists. We analyze the evolution of the use and the 
validity of this test in Spain. PATIENTS AND METHOD: From January 1997 to 
June 2001, 1,092 samples were tested in our laboratory; 674 samples were 
selected for the study. Diagnoses were obtained by the referring 
physicians and the national CJD surveillance system according to standard 
criteria (results of the test were not included). RESULTS: The number of 
samples analyzed (% of follow-up) was: 75 (96%) in 1997, 138 (82.3%) in 
1998, 197 (73%) in 1999 and 264 (59%) in 2000. The negative predictive 
value, sensitivity and specificity for a diagnosis of prion 
disease revealed stable values (95, 86 and 86%, respectively). The 
positive predictive value (PPV) decreased from 77% in 1997 to 51% in 2000 
because of an increase of false-positive (FP) results. 
Up to 25% of FP might have been excluded through neuroimaging or CSF 
characteristics. CONCLUSIONS: The observed increase of the demand 
suggests that the test is used as a screening technique. In this setting, 
the PPV of the test decreases due to an increase of false- 
positive results . 
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OBJECTIVE: To determine the usefulness of the 14-3-3 test in patients with 
dementia of various causes. BACKGROUND: Recent reports have suggested 
that the detection of the 14-3-3 protein in the CSF of patients with 
Creutzfeldt — Jakob disease is a highly sensitive and specific marker of 
the disease that might be used as a diagnostic criterion. We examined the 
validity of this test when applied to a cohort of unselected patients 
prospectively examined for an ongoing dementing process. METHODS: One 
hundred patients underwent an extensive neurologic examination for 
dementia, including a CSF 14-3-3 protein immunoblotting assay. Final 
clinical diagnoses were compared with the qualitative results of the test, 
and statistical measures of test validity were carried out. RESULTS: We 
found a positive test in 14 of 100 patients, only two of whom had definite 
Creutzfeldt — Jakob disease. Positive results were found in patients with 
various degenerative dementias, including AD (4), f rontotemporal dementia 
(2), and dementia with Lewy body (1), and in patients with vascular 
dementia (1), carcinomatous meningitis (1), and anoxic encephalopathy (1). 
In two other positive patients, the dementia could not be confidently 
classified. Sensitivity, specificity, and negative predictive value were 
fairly good, but positive predictive value was poor. Similar results were 
found independently of the disease duration. There was no correlation 
between intensity nor pattern of the 14-3-3 protein expression and 
diagnosis. CONCLUSIONS: The 14-3-3 test is not valid for discriminating 
between Creutzfeldt-- Jakob disease and non-Creutzf eldt-- Jakob disease in 
unselected patients with dementia. Positive results are found in various 
degenerative and secondary, prion-unrelated dementias. 
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The appearance of a new variant of CJD (vCJD) in young patients has caused 
considerable public concern and there is evidence that this novel disease 
is caused by the same agent as BSE. BSE is a prion disease that 
became epidemic in the UK, with a peak incidence in January 1993. New 
test systems should aim to identify BSE-infected cattle early in the 
incubation period. We compared the established histological and 
immunohistochemical methods and the Western blot method used by Prionics 
with the PET blot method that detects prion PrP(Sc) deposits in 
formalin-fixed and paraffin-embedded tissue. Investigating the obex 



region with the PET blot, all BSE cases were detectable and no 
false positive cases occurred. From the Swiss culling 

program, five clinically healthy cattle out of 1761 were identified as 
incubating BSE. With the PET blot method four of them showed the same 
PrP(Sc) deposition pattern that was seen in clinical BSE, though less 
conspicuous. In one of the five cases, PrP(Sc) was restricted to two 
brain stem nuclei, a pattern that was reported to be the first 
manifestation of PrP(Sc) deposits in the brain after peripheral infection 
and one that occurs after half of the incubation time. In this case, 
histology and Western blot were negative. 
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AB With the aim of improving the pre-mortem diagnostic accuracy of sporadic 
Creutzfeldt- Jakob disease (CJD) , there has been considerable recent 
interest in the merit of immunodetecting 14-3-3 proteins in the 
cerebrospinal fluid (CSF) using Western blotting, with cumulative support 
for the utility of this technique. As a corollary, during a 20 month 
period, CSF samples from an unselected prospective series of 124 patients 
in whom sporadic CJD was a differential diagnostic possibility were 
examined by the Australian Creutzfeldt- Jakob disease Registry (ACJDR) for 
the presence of 14-3-3 proteins. Follow up to achieve a final diagnosis 
or clinical outcome was successful in 119. For definite and probable 
sporadic CJD combined, a positive result was 91.4% sensitive, while the 
sensitivity for the pathologically verified group alone was 96.0%. A 
negative outcome was 92.5% specific with false positive 

results seen in five patients with diagnoses which included inflammatory 
CNS disorders, cerebral ischaemia and dementia with Lewy bodies (DLB) . 
Immunodetectable 14-3-3 proteins were present in three of four symptomatic 
patients with prion protein gene (PRNP) mutations. CSF samples 
containing significant amounts of blood were confirmed as suboptimal, with 
weak or qualitatively unusual positive results found in greater than 50% 
of such specimens, with only one of 14 such cases ultimately classified as 
definite or probable CJD. 
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